First-generation epidermal growth factor receptor (eGFR) targeted kinase inhibitors (tKIs) are still used in selected non-small cell lung cancer (NsCLC) patients despite the resistance. Based on the correlation of programmed cell death receptor ligand 1 (PD-L1) and EGFR signaling pathway, whether continuous TKIs treatment will affect PD-L1 expression after disease progression remains unclear. To investigate the potential change of PD-L1 expression in TKI-resistant NSCLC after continuous TKIs treatment, we treated H1975 and HCC827 for more than one month and explored the possible effect on immune cells as well as underlying biological mechanisms. We found that continuous exposure to TKIs induced upregulation of PD-L1 in H1975 and HCC827. Moreover, PD-L1 upregulation significantly inhibited proliferation and slightly promoted apoptosis of t cells. We observed the activation of STAT3 and ERK1/2 along with the PD-L1 upregulation. With the pathway inhibitors, we found ERK1/2 pathway involved in inducing PD-L1 in resistant lung cancer. This study provides preclinical evidence that continuous TKIs treatment may induce PD-L1 expression in resistant NSCLC, resulting in the suppression of T cell function and immune escape. ERK1/2 pathway inhibitors, PD-L1/PD-1 inhibitors or combination strategies should be considered to reverse the resistance to tKIs in NsCLC patients.
. Tumors bearing these EGFR mutations are particular sensitive to EGFR TKIs compared to those with wild-type EGFR 8 . EGFR TKIs reversibly inhibit EGFR activity through competing with adenosine triphosphate (ATP) for binding to the receptor's kinase pocket, thus blocking EGFR auto-phosphorylation. Unfortunately, widespread acquired resistance to TKIs always takes place within 6 to 12 months, which greatly restricts the long-term efficacy of these drugs. The most common mechanism of acquired resistance is a second EGFR mutation on threonine 790 in the ATP binding pocket, named T790M 9 . The T790M mutation increases the ATP affinity of the oncogenic L858R mutant and sterically interferences the binding of TKIs 10 . Currently, new generation TKIs (such as Afatinib and Osimertinib), toxic therapy, immunotherapy or combination strategies are advocated to deal with this intricate situation 11, 12 . However, whether initial TKI therapy should be continued in resistant NSCLC has been debated. The IMPRESS trial indicated the continuation of Gefitinib failed to prolong progression-free survival in resistant NSCLC when combined with platinum-based doublet chemotherapy 13 . On the contrary, a retrospective study showed survival benefit from EGFR-TKIs beyond progressive disease compared to cytotoxic chemotherapy 14 . The ASPIRATION trial suggested Erlotinib was feasible for selected patients after progression 15 . As a result, Gefitinib and Erlotinib are still utilized in some TKI-resistant NSCLC in spite of possible limited benefit.
As reported recently, the expression of programmed cell death receptor ligand 1 (PD-L1) could be induced by the oncogenic EGFR mutation and reduced apparently by EGFR TKIs in EGFR-driven tumor 16 . The PD-1/PD-L1 pathway transfers inhibitory immune signals, which can limit tumor-infiltrating CD4+ and CD8+ T cells and contribute to immune evasion 17 . Accordingly, Gefitinib and Erlotinib may have a notable influence on the PD-L1 expression through changing the downstream signal pathways of EGFR, such as MAPK, PI3K, Janus kinase (JAK)/STAT). However, despite the initial inhibition of PD-L1 in EGFR-driven tumor, very limited information is known about the effect of continuous TKIs treatment on PD-L1 expression when NSCLC become resistant to TKIs. Based on STAT3 activation after continuous TKI treatment in our previous research 18 , we hypothesized that PD-L1 expression will increase in resistant NSCLC with the continuation of TKIs. To test the hypothesis, we treated H1975 and HCC827 for more than one month and tended to explore the possible effect on immune cells and the underlying biological mechanisms. Identifying the possible change of immune checkpoint will provide important information before clinical treatment strategies are made.
Results

Continuous exposure to TKIs induces upregulation of PD-L1 in H1975 (EGFR L858R/T790M) in vitro.
To examine the influence of continuous exposure to TKIs on the PD-L1 expression in TKI-resistant NSCLC, H1975 cells which harbor the EGFR L858R/T790M double mutations were treated with Gefitinib or Erlotinib for 5 weeks. PD-L1 expression gradually upregulated with Gefitinib and Erlotinib treatment as showed by western blot (Fig. 1A,B) . Though Erlotinib showed inhibitory effect on PD-L1 expression in the first week, PD-L1 quickly restored and increased at 3 weeks. Meanwhile, cell surface expression of PD-L1 also increased in Erlotinib treated cells as confirmed by the median florescence intensity (MFI) measured by flow cytometry while a slight upward trend was observed in Gefitinib treated cells (Fig. 1C,D) . Consistently, we observed 1.3-fold and 2.8-fold increase in the levels of PD-L1 mRNA after treatment of Gefitinib and Erlotinib (Fig. 1E ).
Acquired resistance to TKIs promotes PD-L1 upregulation in HCC827.
The adaptive resistance to BRAF inhibitors was reported to result in the promotion of PD-L1 expression in melanoma cells 19 . To investigate the effect of acquired resistance on PD-L1 expression in NSCLC, HCC827 (EGFR Del 19), which is sensitive to TKIs therapy, was exposed to Gefitinib (2 μM) for more than 6 months. Finally, HCC827 became resistant to Gefitinib with increased IC50 values of 15.22 μM (Fig. 2A) . Following the establishment of resistance, the level of PD-L1 expression increased significantly as showed by western blot (Fig. 2B ). Flow cytometry also showed a 2.4-fold increase of PD-L1 on cell surface compared to parental cells (Fig. 2C,D) .
T cell function is impaired after the increase of PD-L1. To investigate the impact on T cells after the increase of PD-L1 on H1975 and HCC827, human peripheral blood mononuclear cells (PBMCs) were isolated from healthy donor and expanded in vitro. We evaluated both apoptosis and proliferation of T cells. Double labeling with Annexin V and PI staining showed that the percentage of apoptotic T cells slightly increased after co-culture with H1975 which has been treated with Gefitinib or Erlotinib for 5 weeks. Similarly, a slight increase of apoptotic T cells was observed in resistant HCC827 (Fig. 3A,B) . When T cells were further characterized with proliferation-induced carboxyfluorescein diacetate succinimidyl ester (CFSE) dilution, we found that increased PD-L1 expression on H1975 significantly suppressed T cell proliferation. 58% of T cells proliferated after the co-culture with parental H1975, while only 26.9% and 22.4% in Gefitinib or Erlotinib treated cells. But very few T cells proliferated in both parental and resistant HCC827 (5.9% vs 3.1%) (Fig. 3C,D) . Given that the PD-L1 expression in HCC827 was higher than that in H1975 (Supplemental Fig.S1 ), the parental HCC827 were able to markedly inhibit T cells proliferation, which suggested that certain PD-L1 protein level was sufficient to inhibit the proliferation of T cells.
Upregulation of PD-L1 expression is not mediated by STAT3. Activation of transcription factor
STAT3 was reported to function in PD-L1 modulation and had a correlation to TKI resistance in NSCLC 19, 20 . To elucidate the mechanism involved in PD-L1 upregulation, we assessed the STAT3 signaling pathway. The level of total STAT3 and p-STAT3 (Tyr705) exhibited increase trend during the TKIs treatment (Fig. 4A,B) . S3I-201, a STAT3 inhibitor, was then used for further verification at 5 weeks. Interestingly, the PD-L1 dramatically increased after S3I-201 treatment regardless of the reduction of p-STAT3 (Tyr705) (Fig. 4C,D) . Therefore, STAT3 was not involved in the induction of PD-L1 directly.
The ERK1/2 pathway activation involves in the upregulation of PD-L1. As extracellular-signalregulated kinase (ERK1/2) was another critical pathway for PD-L1 regulation 19, 21 , we decided to examine the possible contribution of the ERK1/2 pathway. Activation of ERK1/2 pathway was observed both in H1975 and HCC827 after TKIs treatment. Additionally, inhibiting ERK1/2 pathway with FR 180204 resulted in the decrease of PD-L1 in H1975, even though STAT3 phosphorylation was inhibited at the same time (Fig. 5A,B) . Likewise, PD-L1 expression decreased apparently in resistant HCC827 after FR 180204 treatment (Fig. 5C,D) . The result suggested ERK1/2 pathway played a key role in modulating PD-L1 expression in resistant lung cancer cells.
Discussion
In the past decade, EGFR-TKIs yield significant success in the treatment of lung cancer. Routine test for EGFR mutation status characterizes NSCLC patients into different subgroups, resulting in encouraging efficacy and survival benefit in selected ones. However, primary or secondary drug resistance usually inevitably emerge over time, limiting the duration of response 22 . Along with the development of new effective agents targeting specific resistance mechanisms, a correlation between immune suppression and TKIs resistance is gradually being understood, indicating that immunotherapy can be a promising way to deal with the situation. Here, our study showed that PD-L1 expression was upregulated by continuous TKI treatment in resistant NSCLC resulting in persistent immune suppression.
An increasing body of evidence indicates that the activation of common oncogenic drivers in NSCLC (such as EGFR, ALK, and KRAS) is correlated with the induction of PD-L1 and corresponding inhibitors will reduce PD-L1 expression in initial treatment 16, [23] [24] [25] . However, Jiang, X.et al. demonstrated that resistance to selective BRAF inhibition increased PD-L1 expression in melanoma 19 , which means there is a dynamic change of PD-L1 expression during the TKIs treatment. In our study, enduring use of EGFR TKIs in NSCLC induced not only drug resistance but also the increase of PD-L1. Notably a new correlation was revealed between the resistance of EGFR TKIs and PD-L1 expression in the long-term treatment setting. Early studies reported that PD-L1 on tumor cells was sufficient for tumor immune evasion through directly inhibiting CD8+ T cell responses. Therapeutically blocking the PD-1 pathway leaded to immune reinvigoration and tumor regression [26] [27] [28] . So far, immune checkpoint inhibitor therapy has been considered a revolutionary treatment in lung cancer. After the success of CTLA-4 inhibitors in metastatic melanoma 29, 30 , PD-L1 inhibitors show unprecedented responses in numerous clinical trials. PD-L1 expresses on a wide range of hematopoietic and non-hematopoietic cells including human cancer cells. High expression of PD-L1 is now regarded as a poor prognostic factor, contributing to immune escape and disease progression 31 . We found that PD-L1 upregulation mainly inhibited proliferation rather than promoted apoptosis of T cell, which would greatly restrain the antitumor immunity. The result suggested upregulation of PD-L1 is able to induce the immune suppress, indicating optional immune targeted therapy.
A number of preclinical studies have explored the possible mechanisms of PD-L1 modulation. The reported molecular mechanisms include MAPK pathway, PI3K-mTOR-S6 pathway, PI3K/PKB pathway, and JAK/STAT pathway, most of which have been extensively investigated in melanoma 19, 32, 33 . Our findings indicated that the increased phosphorylation of ERK1/2 pathway was engaged in inducing PD-L1 in resistant lung cancer. ERK1/2 pathway participates in cell proliferation, differentiation, and development and is critical for tumor survival. Meanwhile, previous study showed that activation of ERK1/2 signaling implicated in the resistance to EGFR kinase inhibitors 34 , suggesting an overlap in signaling mechanisms between TKI resistance and PD-L1 modulation. Moreover, clinical trials combining BRAF and MEK inhibitors with immune checkpoint blockades have been shown manageable safety profile and enhanced antitumor activity in melanoma 35, 36 . As patients benefit temporarily from all the TKIs because of the acquired resistance, therapeutic synergy between EGFR-TKIs and PD-L1/PD-1 blockades or targeting downstream ERK1/2 signaling may prolong responses to these agents and delay the salvage treatment 37, 38 . STAT3 belongs to the STAT protein family, which involves various biological processes 39 . It was reported previously that STAT3 could bind to the PD-L1 promoter and modulated PD-L1 expression at the transcriptional level, and its inhibitors could decrease PD-L1 level in both parental and resistant melanoma 19 . Interestingly, the STAT3 inhibitor had no suppression effect on PD-L1 expression according to our study, conversely, strongly induced it, while ERK1/2 inhibitor suppressed STAT3 signaling at the same time but decreased PD-L1 expression successfully. Given that STAT3 siRNAs decreased PD-L1 expression by only 10-32% in two KRAS-mutant lung adenocarcinoma cell lines 23 , it is possible that STAT3 only partially involved. Considering the complexity of transcription and signaling networks, further investigation is needed to confirm the function of STAT3 in the regulation of PD-L1 in resistant lung cancer.
In conclusion, continuous TKIs treatment upregulates PD-L1 expression in resistant NSCLC, contributing to the suppression of T cell function and immune escape. ERK1/2 pathway plays a vital role in the regulation of PD-L1. Thus, reassessment of genetic alterations and signaling pathways after clinical progression is necessary for subsequent therapy. Based on our preclinical study, ERK pathway inhibitors, PD-L1/PD-1 inhibitors or combination strategies should be considered to overcome the TKI resistance and improve outcomes in NSCLC patients.
Experimental procedures. Cell culture and Reagents. Human NSCLC cell lines including H1975
(EGFR L858R/T790M) and HCC827 (EGFR Del 19) were obtained from State Key Laboratory of Biotherapy, Sichuan University, and maintained with RPMI 1640 medium supplemented with 10% fetal bovine serum and 1% penicillin/streptomycin (SIGMA, USA) under a moist atmosphere of 5% CO 2 at 37 °C. Gefitinib was bought from AstraZeneca (London, UK); Erlotinib was kindly provided by Roche Pharmaceuticals (Basel, Switzerland), while inhibitors including S3I-201 and FR180204 were bought from Selleck Chemicals. These drugs were dissolved in dimethyl sulfoxide (DMSO) and diluted in culture medium before use. Besides, primary rabbit antibodies against PD-L1 (CST#13684), ERK1/2 (CST#4695) and p-ERK1/2 (CST#4376) were from Cell Signaling Technology; rabbit antibodies to STAT3 (ab68153), p-STAT3 (Tyr705) (ab76315) were from Abcam while mouse antibody to β-actin was from Santa Cruz biotechnology.
Longtime exposure to TKI in vitro. H1975 was exposed (1 × 10 5 cells/ml) continuously to 5 μM Gefitinib or 3 μM Erlotinib for 5 weeks. Total proteins were collected every week. 5 weeks later, the expression of PD-L1 was tested by flow cytometry while the total RNA was extracted as well. Meanwhile, HCC827 was constantly incubated (1 × 10 5 cells/ml) with 2 μM Gefitinib for 6 months. Western blot analyses. Tumor cells were harvested in cold RIPA lysis buffer (Beyotime, China) containing protease inhibitor cocktail and 1 mM phenylmethylsulfonyl fluoride. And the protein concentration was detected by bicinchoninic acid (BCA) protein assay. After cell lysates were separated in the SDS-PAGE Gels, they were transferred to the polyvinylidene difluoride (PVDF) membrane (Millipore, USA), which was then blocked with 5% non-fat milk. After the membrane was cut into small pieces, they were incubated in different primary antibodies at a 1:1000 dilution overnight at 4 °C. Then the membranes reacted with the anti-rabbit or mouse IgG conjugated with horseradish peroxidase (HRP) (Beyotime, China). Finally, visible bands were obtained through the enhanced chemiluminescence (ECL) detection.
RNA extraction and analysis by quantitative real-time PCR.
Total RNA was extracted and purified using RNA simple Total RNA Kit (TIANGEN BIOTECH, China) according to the manufacturer's instructions. The RNA samples were reverse-transcribed into cDNA with the PrimeScript TM RT reagent Kit (TAKARA, Japan). Quantitative real-time PCR was conducted with Bio-rad CFX manager and SsoAdvanced SYBR Green Supermix (Bio-rad, USA) as the detection reagent. All samples were analyzed in triplicate for each primer set. The primer sequences of PCR were as follows: hPD-L1, sense 5-GGAATTGTCTCAGAATGGTC-3 and antisense 5-GTAGTTGCTTCTAGGAAGGAG-3; hGAPDH, sense 5-GAAGGTGAAGGTCGGAGT-3 and antisense 5-GAAGATGGTGATGGGATTTC-3. RT-PCR amplification was performed 40 cycles with DNA denaturation at 95 °C for 5 s and annealing/extension at 60 °C for 20 s. Target gene expression was quantified with the relative quantification method. Proliferation assay. Expanded T cells were labeled with carboxyfluorescein diacetate succinimidyl ester (CFSE, Biolegend) prior to co-culture with tumor cells (described above). After 48 hours, suspended cells were harvested and counterstained with anti-human CD3-APC antibody. The CFSE signal of T cells was analyzed by flow cytometry.
Cell viability assay. HCC827 were plated in 96-well at a concentration of 2 × 10 3 cells per well. Cells were allowed to grow for 24 hours and then treated with Gefitinib at various concentrations (0.001, 0.01, 0.1,1, 10 and 100 μM), in six replicates. After 72 hours of treatment, 20 μL MTT (3-(4,5 dimethylthiazol-2-yl)-2,5 diphenyltetrazolium bromide) (Sigma-Aldrich) (5 mg/mL) was added to each well, incubated at 37 °C for 4 hours and terminated with 150 μL of dimethyl sulfoxide (Sigma-Aldrich). Cell viability was finally determined with an ELISA reader (Bio-Rad) at 570 nm. The 50% inhibitory concentration (IC50) values were calculated using a proper analysis (nonlinear regression-curve fit).
Statistical Analysis. Experiments were all repeated in triplicate. For significance analysis of PD-L1 expression (flow cytometry, real-time PCR), western blot analysis and proliferation and apoptosis of T cells, t test for two groups and one-way ANOVA Tukey test followed by Dunnett's multiple comparison test for multiple groups were performed using GraphPad Prism 7. All data were summarized and presented as means ± SD. Statistical significance was defined as: "ns"p > 0.05, "*"p < 0.05, "**"p < 0.01, "***"p < 0.001 and "****"p < 0.0001.
Ethics Statement. All experiments involving human tissue samples were performed in accordance with relevant guidelines and regulations approved by medical ethics committee of Sichuan University. Informed consent was obtained from all healthy donors.
